In order to establish cultures derived from SHE CTA colonies, cells were lifted off from SHE CTA colonies prior to staining and their scoring confirmed by subsequent staining in Giemsa. (A-D) BP MT colonies that stopped growing following plating and (E-F) BP MT colonies that continued to proliferate beyond 100 PD and can be considered immortal, established lines labelled. No common characteristics were observed for MT colonies acquiring unlimited lifespans.
Supplementary Figure 2. Removal of methyl groups at the p16 promoter following exposure to 5-aza-dC after 4 and 8 days
Cells were treated with the methyltransferase inhibitor 5-aza-dC and DNA was extracted from cells 4 and 8 days after exposure. Bisulphite converted gDNA was then amplified using bisulphite sequencing primers and p16 5'-promoter sequences were analysed for DNA methylation at 32 CpG sites; CpG site 1 is closest to the ATG start site and CpG site 32 is the most distant. A minimum of 10 colonies per sample were analysed. White (empty) symbols indicate no methylation, black symbols represent >50 % methylation, dark grey symbols represent methylation at 30-40 % of samples and light grey symbols in 20 % of samples at each CpG site.
